(19) tS#»WM««Bfl 

(43) sterna b 

2003 ^1^3 0 (03.01,2003) 




PCT 



(10) HBS^MS# 
WO 03/000883 Al 



(51) SfBftftttS 7 : 

(21) sesmss^-: 

(22) Sf&fflBB: 

(25) gKfctiSOWS§: 

(26) g{8tt|jfj0)?gg: 

(30) fift^-*: 
*#|ffi2001-189443 



C12N 15/06, C07K 16/18 
PCT/JP02/06237 
2002 E21 0 (21.06.2002) 
B*l§ 

2001 *6 £22 0 (22.06.2001) JP 



(7i) mm\ (xmzm<±Ta>mmm\^n*x): * 

n!33iH*5££tt (CHUGAI SEIYAKU KABUSHIKI 
KAISHA) [JP/JP]; T 115-8543 mSCfB ft IE i¥fflIT 
I5f1§ Tokyo (JP). 

(71) aifliAte^t; 

(72) 38^%: ;T&£ JS^ (ABURATANI,Hiroyuki) [JP/JP]; T 
180-0003 $S9 Kja»ffjS#$BBT 3-30-16 Tokyo 
(JP). 

(72) «»J#;fc<fctf 

(75) &E#/ttJffiAf#Hl::ol*T<D<*;: (NAKA- 
MURA,Tetsuo) [JP/JP]; =f 112-0004 XfH & 

igi-i-io 0*^^*5t«e;u«cS^a**«cftgEw 

35i9rrt Tokyo (JP). ±M flft^ (TSUCHIYA,Masayuki) 



[JP/JP]; =T412-8513»fiSga{9Klim©]RlTai35S 
*fe *nSSa?»SSttM Shizuoka (JP). 

(74) ftSA: ttH . *r(HIRAKI,Yusuke et al.); T 

105-0001 IMS ffiy R — TB 17»1* til/ Fl5 
IS tf JU 3F Tokyo (JP). 

(81) 1%feW (Blfy: AE, AG, AL, AM, AT, AU, AZ, BA, BB, 
BG, BR, BY, BZ, CA, CH, CN, CO, CR, CU, CZ, DE, DK, 
DM, DZ, EC, EE, ES, FI, GB, GD, GE, GH, GM, HR, HU, 
ID, IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC, LK, LR, LS, 
LT, LU, LV, MA, MD, MG, MK, MN, MW, MX, MZ, NO, 
NZ, OM, PH, PL, PT, RO, RU, SD, SE, SG, SI, SK, SL, 
TJ, TM, TN, TR, IT, TZ, UA, UG, US, UZ, VN, YU, ZA, 
ZM, ZW. 

(84) ft fem ARIPO fS§* (GH, GM, KE, LS, MW, 

MZ, SD, SL, SZ, TZ, UG, ZM, ZW), a-7V7t$^ 
(AM, AZ, BY, KG, KZ, MD, RU, TJ, TM), 3 — P V I < W 
ft (AT, BE, CH, CY, DE, DK, ES, FI, FR, GB, GR, IE, IT, 
LU, MC, NL, PT, SE, TR), OAPI tJit (BF, BJ, CF, CG, 
CI, CM, GA, GN, GQ, G W, ML, MR, NE, SN, TD, TG). 

<r>tf<< — hj 



== (54) Title: CELL PROLIFERATION INHIBITORS CONTAINING ANTI-GLYPICAN 3 ANTIBODY 

= (54) ftwozft: fcw et>>3fa&z$t;®i&mm®wm 

(57) Abstract: It is intended to provide a cell proliferation inhibitor and a cell proliferation inhibitor which is usable in treating dis- 
eases based on abnormal proliferation of cells, in particular, cancer. Cell proliferation inhibitors containing anti-glypican 3 antibody 
^ as the active ingredient 
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$ntU5„ ^co^yS D— ©*>A— i§— (?i§60kDa) 037^ 

U3^7*x77f5?My'>f-^ (gpi) r>tj-\z^v)mmm\zm^v 

X^ — (Drosophila melanogaster) ^S#<£>3tfc^^ U — — >^te: «fc 9 , Dal 
ly (division abnormally delayed) &&?&mfe£nTjS 0 , Dally<£>cDNA«:> 

d^u tf^>©^T<^)#m^-g•^-eu-2)#^i»^^J©mMX□7 : •^^u^> (grip 

s) tfflragaw C24~26«*BIrJ) S^-T^^n-K-rs^— 7>V~7 : 4>if7 
U— A (ORF) $il/TVi§^t^^oT^§. dally^dpp (decapen 

taplegia) l/ < fe7 , ^-*I*iffllt5«!aS»o E t«Sni* 0 , 

*ntt^ 0 ffefc-fe, tf*>*w\°u >m&&mmm^- cegf, pdgf, b 

MP2> FGF's) «P) 0Vi<^©*igV'-fey^--tl/T«filbTVi*RriBtt**^l» 

£*l (Filmus, J., Church, J.G., and Buick, R. n. (1988) Mol. Cell Biol. 8, 4 
243-4249) , ' j §l\z.Z? x ) tf^j >7?5 U — cd> $H^S69kDa<E>:3 7* >A°^S€£J# 
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ilmus, J. , Shi, W. , Wong, Z. -M. , and Wong, M. J. (1995) Biochem. J. 311, 56 
1-565) „ fcbfc&^Tfc, khHftlHBfla«c«fc?)^Ulf*>3S3-K-r*»e 
¥ifi* MXR-7£bT¥l«2ftTV>* (Hermann Lage et al. , Gene 188 (1997) 151- 
156) o 4fV \Z*>3\±4 >*V>mmnm=f--2 £.9 >K9fc&#:& 

mf&v, z<Dmmm^<DfeW}*mm-?z>z}i-z>m&t£nT\,*2> (pma, g. et a 

1, (1996) Nat. Genet. 12, 241-247) „ d<7)$B^te, ^Ut!*>3^f tfeA 
tt«lrSnTV»6# (Hey-Chi Hsu et al. . CANCER RESEARCH 57, 5179-5184 (19 

97)) , #v¥%> 3 £ffimmmm<D\t^%K) his tc.Mmz^i,*Toi®&\z?3Li,K 

^^X^^^^t-T^HgbTV^-sjtg'ttfe^l^^nTVi?)^ (Molecular Cell 
(2001), 7. 811-822) , C©*ffi^«Bte«Jfit©Wfll'bW&^fcttJS:-3T^«:^. 

'IMfl&M^, antibody-dependent cell-mediated cytotoxicity) CDC (M 

#ft#ttfi^S, complement-dependent cytotoxicity) Jgttfci: Qmf&Mm 
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(1) tnE^u \±*>3m&&m^i&tti:VT<gt$MMmm%!®m, 

(2) m#v v*i>3mmmm®mm&& : &T2> u) (Dmrnmrnmrnm. 
o) «»jg«$is«^£i^#ttjnij&«iF (adcc) m&&it}*-mftit&?&mm 

«F (CDC) (2) (DiMiffll®!^ 

(4) mm-t)mmm~c%>z> u) ~ (3) (D^-rn^^mmmm^mm, 

(5) toi&^iFFfissniJ&. WMfla, *B§&sim. %mmm, mt&mmmm* a 

(6) «Hfla5&*jFF«saBifi^** (5) (ommmm^mm. 

(7) t(t^/^D-t;vft#"e*5 (l) ~ (6) (Dfflf&mmWiMftL 

(8) tft*««t: hm&iz\z**7fcznt£'b<DT?%>z> (i) ~ (6) ©vi-rn 

(9) tf#>3 (c^-^rf zififc, 

(10) HBfi«#«tt**r* (9) 

(11) fffliHl^btlMMtt^ftl. (10) ©tiiflc, 35<£tf 

(12) frmmmmuJL-7izttVTmmmwmi§i&m?z> (id 

*¥&m<Din?V ¥%>3&ifctiVT\t, mx\t\i bmittrifc. tbffift (W096 
/33735#^«) Xte3r*^*n;#: (4»M ¥4-228089-%&*8) , T^^te^O^ 

l. jfi^U tf*>3M# 
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q& / ^ □ - i- )vmw -mm e n <s> «, 
2. ^m^w^u K— T 

-^-;^tfi#:S^m £ 7, ^ U -= > § £ £ \Z J: o Tf£$ST ^ Z> 0 
mfc&)lz\z, &u~i-)Vfafc%frM?&\zUfr<D&5iz^ti\*£\,* 0 
sfc-f, tt&m%<DmVriri]M£lsXmmt£tlZ>t: h^U tf^7>3 Lage, H. e 

t al., Gene 188 (1997) . 151-156Ki§^£nfc^U \its > 3 (MXR7) itfe^ 

^-©^«IB^^^fe«^*±ff^^e>e6!J^t: h^U fcf#>3^>A^ 

w^MJkh^u \dj]>z<DT^/nMm&vfc¥&mz&x>nz>z.h-tfi 

4 
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£#arr<5Xfcf b CD xfc? h — ^^^ilbTtjiVio fi£^T, 

mf-o-mmvmm. m*.\z* ~?*yx. ^yK aax^- &z>wzwJr. -tf 

-^m^mt UT, ^^^iiS?L»i^©JKKF«g^^:«^Tt^-r -5 £ £. fed: 
Offton^c JMfcl^ckJu ^fci^$rPBS (Phosphate-Buffered Saline) ^QzM 

>b%±7i?3.^>h&mmm&v. %4t&. n£¥L®»;:4-2iB«k:ic 
z\<D£?\zm%®}m&?&gtis. jkm^izmm<Dm^u^)^±^t^(D^mm 
Mtitfi mzmnm&mvfznzo 

m^z> 0 co^xn-^m^, teKKDm* (Dmmm, P3 (P3x63Ag8. 6 

53) (J. Iimnol. (1979) 123, 1548-1550) > P3x63Ag8U. 1 (Current Topics i 
n Microbiology and Immunology (1978) 81, 1-7) . NS-1 (Kohler. G. and M 
ilstein. C. Eur. J. Immunol. (1976) 6. 511-519) , MPC-11 (Margulies. D. H. 

et al. , Cell (1976) 8, 405-415) , SP2/0 (Shulman, M. et al. , Nature (1 
978) 276, 269-270) x FO (deSt. Groth, S. F. et al. , J. Immunol. Methods 

(1980) 35, 1-21) ^ S194 (Trowbridge, I. S. J. Exp. Med. (1978) 148, 31 
3-323) , R210 (Galfre, G. et al., Nature (1979) 277, 131-133) mtmm\Z 

tr-^-tS.JVX'r'i (Kohler. G. and Milstein. C. , Metho 

ds Enzymol. (1981) 73, 3-46) ^fcipDTfr? Z. iii$~e%Z> 0 
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(peg) , ir>^^-i';i/x (hvj) imsn, jEizffimi l z&QWk'&9Jim*m 

^\zm^^mmt:VTn. m?l&, Mft^x-u-^mmw<DMMiz!i?mf3.w>m 
luommm. mmmm. tvm, z.<Dm<Dmm^m\zm^z>n2>mn<Dmmm 
^mm^mx$>^. s&ic ^mmskm (fcs) m<Dsfn.m%nm&wmTz>z.£>b 

mmm-siz, m$^&mmt^jiu-^m^t<Dmmm^:mmmmm^x^< 

51^30-60% (w/v) ©M«b, U&~?Z>Zh\z£^TBm£i~TZ>m&mM 

&z\£iz£vmn-i£n%. ±mPimmmx<Dmm\^ switsM^un- 

5fi#^W0 94/25585 ^&?8, WO 93/12227 -^$8, W092/03918 W0 94/0 
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2602 n^mmm) . 

-T^U H-v&Jin^^14^fe-5ni9il&^^JS#bTii9aSi±. fit zK <L b 

^.^#^ffi^T^^-&^m^^M© ! fo(D^ffiVi'2>^i^#-g. (flf***, Vand 
amme, A. M. et al. , Eur. J. Biochem. (1990) 192, 767-775, 1990#BI) . 

> 3 trifle ©lim (V) *BRNA*Wr mRNA <Z># 8ft ta, 

0l*Hf, i^T— 3^>3lH*^ft (Chirgwin, J. M. et al. , Biochemistry 
(1979) 18, 5294-5299) , AGPC& (Chomczynski, P. et al. , Anal. Biochem. 
(1987) 162, 156-159) «Sfc«k X) fr^T^RNASWSU mRNA Purification Kit 
(Pharmacia^) ^*®im UTS l$<DmRNA£P3iS{-r&<> QuickPrep mRNA P 

urification Kit (Pharmacia^) £JB V>§ d £££ V)mRM&W.%emm?2> Z. £ 

n e> nfemRNA^ mtfc^mm&m ^xmrnm^cdm^^^-r^. cdna<d-& 

J&te, AMV Reverse Transcriptase First-strand cDNA Synthesis Kit (^b^ 
IlttS) ^£fl§V>TfT"5. cDNA©-&^ckt^iiffi*ff -5K:», 5'-Ampli 

FINDER RACE Kit (Clontech^) *«fctWPCR§ffi ^^5* -RACE* (Frohman, M. A. 
et al. . Proc. Natl. Acad. Sci. USA (1988) 85, 8998-9002, Belyavsky, A. et 
al., Nucleic Acids Res. (1989) 17, 2919-2932) ^MtS^tTOS. 

% e> ntcnmmfr &@«tt?> dnaiht £ mm -dna t a^t %> „ 
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tt-»3t'e : f©58att. *n:#:ffili (Hit) (Lit) ^n-Hf^DNA^ 

(WO 94/11523 ^tem^M) . 

Zfctblz, m^^^ey^ b^y^^^.~^^7^^\zmmVX%^ (Ebert, K. 
M. et al. , Bio/Technology (1994) 12, 699-702) . 
4. Hfcm$ift 

Mfc (Humanized) JinSO^^H 8E*n©#j££JBV> 
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B£ Kick vnzti&o z<D®t%}(Dj5m&m^T, &mw\zmmJ3i** 

thSM#H, nmm (reshaped) t hffifth*>fo2tl. cnil, th^ 
OttftlMfe* {ftJ^i^^xMOffiift^US (CDR; complementarity deter 
mining region) £t hif[#:©^M'l4*^^^1itbfc%(D-e$. D , ^§ 

WO 96/02576 -J§-&»#JI8) „ 

^^XifL#:©CDRt t: h£vffc<D 7 >7-^^ (framework r 
egion;FR) <fc5 tclgfr DfcDNAB3?«£, CDR&tfFRM7j<£>5fc$§« 

vxm ^x?cm\z&y) & (W098/i3388^&*fcfB*t©:#js<& 

#J8D o 

W57WA7-^f«075/»4IiftLTt>«kVi (Sato, K. etal. , Cancer 
Res. (1993) 53, 851-856) . 

£Hifi-eWu c r i> Cr2, Cr3, Cr4£, lWCk, CAMt 
^mmt, k hftflcft*©7U-A7-^i^«l;U!Ci^t^5^5„ t: h 

5. mm^mm 

te^-fata&fe^n&o flljSUi, ttffOiffrtUTtt, Fab, F Cab') 2, Fv, 

9 
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ti-^m^^tc^yif)^^ >fv (scFv) ^tfe>n^o iu^ch, st#: 

aa& ! Hr^«BJftT?58SS'e:a (M*-fc£, Co. US. et al., J. Immunol. (1994) 
152, 2968-2976, Better, M. SHorwitz, A. H. Methods in Enzymology (1989) 
178, 476-496, Academic Press, Inc. , Plueckthun, A. fiSkerra, A. Methods i 
n Enzymology (1989) 178, 476-496, Academic Press, Inc., Lamoyi, E. , Meth 
ods in Enzymology (1989) 121, 652-663, Rousseaux, J. et al. , Methods in 
Enzymology (1989) 121, 663-669, Bird, R. E. et al. . TIBTECH (1991) 9, 13 
2-137#M) o 

scFvfci, ^flc©H«Y««fcL«SV«l«t*it*|-rSitte«tt)«&n*. £<£>sc 

Fvfc&^r, mvmmtiimvmmu. jpsk^^hu^— * 

^rUTl^$n?> (Huston, J. S. et al. , Proc. Natl. Acad. Sci. U.S.A. (1 
988) 85, 5879-5883) . scFvJC*W-*fflKYiH*^ <fct^L«V««tt, #93ttl#fc#i 

scFv^D-H-r^>DNA«, MESi4t:©Ha^fcttHjaV««*3i-F*r*DNA, 33 
J;lfl«$fc «L«V««£n - Hf £DNA© "5 "5 , 6 Officio 5 13 

10 
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m^ommm^vx, ^ux^wj^- ji> (peg) ^mmmw&mnma) 

3 SIC, *^I^T^^^n^$i;^«, xfiW&tt#L# (bispecific antibod 

&mwi?%ffimm&m&&?%-mftm&tri&x$>v x % & \,> u -^<Dmm 

ti>^^mvx^^mm\zm.mmmmm^mm.^i^m^^mmmm\zwmm\z 

m<Dmfc<Dm,n&ffi&-zitxfcmTz> z s u ^u*^;? u~i-)vm 
fr*^*r*/w ^"u F-^&M&t£&x-mftm&ttfcm$im&Mm*ftmiss 

fcmm^, ^<DZ'WTmztfVk^?^)v&mmmzi&&z&xmmisi£2>z.i: 

&X%%>o MZ-tt'J'U*:—* — /X>A>U— tUTtt bhit-fh^^D^^ 

Jl^iiu^r/n^B— ^—/x>a>1*~- ( human cytomegalovirus immediate ear 
ly promoter/enhancer) *mvf 2> Z. t#Tf#5. 

T>^^;l/X40 (SV40) ^(D^^^Xyo^E— ^ — /X>A>+r- , afeSV^ttt 
hxn>^->3>77^^-la (HEFla) ^^©ni^«fflfl&*^©^n^e- 

SV40:/n q&— ^— /x>A >1J— «>«-&«Mul 1 igan 6 (Nature 

11 
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(1979) 277, 108) HctO, HEF1 aZfu : f:*—-5'—/x.>/\>*)-—%:$iRi'$~ 

2>M&\tmz\ishim*><D^m (Nucleic AcidsRes. (1990) 18. 5322) tc<k?K ^ 

#n*#S e ^nt-^-tLTH ^JAfcflaczr/n^— , araBl/n^— iS^- 
^tf 3 £ <hrt$Tis-3o lacz:/n^— ^-&&fflT3^teWard£<E>#*£ (Natu 
re (1098) 341, 544-546 ; FASEB J. (1992) 6, 2422-2427) \Z£Q, $>£W3:a 
raB^o^E-^- Soffit" £*§£-W:Better (Science (1988) 240, 1041- 

1043) iz£Qmm~?Z>Z. £&X&2> o 

*£\ pelBv-^^-;V@H^iJ (Lei, S. P. et al J. Bacterid. (1987) 169, 437 

9) zmmmtttk^o ^n, ^'j^7XAf:i4^n»^ii/m 

#C#:©^§jg^Jfcj|a^-ii:bT (refold) filffl-r*. 

mwkmmtVTfe. sv40, ^u^-- -w^ovt,. r^y^-ov^. <^w\°tfn 
(bpv) m<D&$z<D%(D&m^z>z. -zziz, m^mmm 

nis F h^>X:7x^— tf (APH) flfcGr?, ^5 5»*?— - fe? (TK) jtfe^> it 
IlW>f >^7^>*X*U^y;Vh7>X7i7-if (Ecogpt) itfe^, 
5?t KnJUtiftTEtfS (dhfr) »fir?<»**trc: i^t?#So 

$f^u<«, *mmxmmi£n%>mmz. mm*mmm. mx-ttm, cos, ==x 

D-V, BHK, Vero, HeLa«HJfi*T3i63JS*l*. 
^fc, ^Stem^tlfc^^m^in vitro^fctein vivotf^aiUTSWiT 

tUT, DMEM, MEM, RPMI1640, IMDM^^fflT^ £ £&X%, ^MAI (FCS) 
fCDJktllilt^Mt^ H £ bX£2>o 

12 
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7. mm 

tUT, Hyper D, POROS, Sepharose F. F. (Pharmacia^) 5*1$. 

■&-S££:K:«fcO, lriff*^«, ttfitSui^Tft* (Antibodies A Laborator 
y Manual. Ed Harlow, David Lane, Cold Spring Harbor Laboratory, 1988) . 

8. &ifc<Dm&<Dmm 

&mm^&m-£nz$ifc<Dirimffi'&fe& (Antibodies A Laboratory Manual. E 
d Harlow, David Lane, Cold Spring Harbor Laboratory, 1988) , U^>HV 
ty^- (Harada, A. et al. , International Immunology (199 
3) 5, 681-690) ©»3tlCtt^»l©^«*lie«-r*Ci:*«Tr*S. 

EL ISA > EIA (@£fH&geM£f£) , RIA <ifctfftaSS!l 

^&) &%>wznyt&i&m&m^z>c mm%.mmnEt}k%m 

13 
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±» + <Z>&£r*&# £ # •> > h ~?%> d £ lc £ V ADCC?£t£ &«Sjrr § £ <t # £ . 

1 0 . jfit«»f^«HW 

1 1. «!#:#ife*5J:tfaW!l 

— lIlkl^^filkg&fcDO. OOlmg E> 1000mg<Z>$5B7?31kf n 

^oTSSMbt"* £ <fc3&*T?^ (Remington's Pharmaceutical Science, latest e 
dition, Mark Publishing Company, Easton, ^ffl) . IS^WfcfflF^Snafflft:-** 

14 
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^-h'j^A, ^£^>, ^^;hi;vp-^, x^iz-t^n-^, ^it>^>^A, 
xf7U>i, tbjfiim7;w^$> (hsa) , v>-h-;K v;vt?h-;K ^ 

-km.*, mmm, ^wmmmmzmmv, z.n\zmmvs±m. ws-tfTweenso, 

Tween2(h if^^>, t bJfc*i?y;V:/=i >#&in*.&fe<B&&JB"rs £ t**T?€r 

El 1 fciu JrE^U H#>3in#:(K6534) ®HuH-7ttlliaK:#TSiU)CC«tS:*^TigT? 
El 2 teu *t^U tf^7 > 3$tl#: (K6511) ©HuH-7«Hlfite:Mi"SCDC«tt&3^*r0 , r 

So trC^U t!*>3trt#:(K6534)T?#»fbfcll&*^**. 

0 4Btt, t hejfa^*fflJ©t1cK:^^T©GPC3^©FACS»W©IS*S^TBlT? 
*So *t^Utf*>3iri<*(K6534)T?#*fUfcj(S*-C*«. 

H4Ctt, kh'J >A®fflJfi*!|cfc'DV>T©GPC35l5SOFACS»«f©JIS****rBI 
T?3feSo Jri^U £;&>3ffi#ffi6534)TiSWbJfc£*Tfc3. 

15 
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*T&3o fci^U H^7>3iii^(K6534)'r^*Tb^:M^:T^So 

0 4G«, t N#MJ^Sa^*5J;tXt hMMtfcfcOV>T©GPC3f^©FACS 

in^U t!^3 > 3 titfr (K6534) T^bfe^"^^ 

saw &nm-r tz®<Dm&<DMM 
t h^u t°*>-3secDT^ymis^j355#a^e>37i#a(D^y^H (rqyrs 

AYYPEDLFIDKK) =3r — 2fr — • U h • ^yy-> (KLH) 

J«^^K*TK hM>!/^^W'»«f 5 P (MBS) M&M&I 

{CiO^b, ftffifitlfc. (BALB/c, fl*t6 5I8&) fCl00iag/E5^3 gj 

Jfiim^CDm^flfiSr^jtbfeo Jr£*Mffi&5£i£tbT, ^f^Y (0. 5/*g) 
£@ffiteb£:/l/-M£^jfo»£H^£ii\ HRP«il^v»>;*ft#©KJ&&jK 
T> *K^^iPm^#enfc^^450nmO®^^M^"r^>^ WfHH 
*1ELISA&) £&fflbfc. iaMBfcltiSbfc^c:, VMRI01&£flU&U H-ttJM 
J3S (P3/X63-Ag8) (3 — 9—. G, 5 ^T'f >, C : Nature. 256:4 

95 (1975) ) CiO/W^'Jh-Y^SLfc. 5ilS0/\<^'J F-T^ 

^©«F'&iStt*a!l)tb, iB£'igfi:©iSSV>IgGl£i# K6534) »r^IgG3ttfr 

(&r, K65H) zmnvfc. 
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ADCC (antibody-dependent cell-mediated cytotoxicity) ?2H*iE> CDC (complem 
ent-dependent cytotoxici ty) BifeooMfefe Current protocols in Immunodogy, 
Chapter 7. Immunologic studies in humans, Editor, John E, Cologan et al. , 
John Wiley &Sons, Inc., 1993£>;£&fcfi£o fco 

1. I7x^^-ttOii 

CBA/Nv^7X (8ii^ ^-X) frZmffi&ffitiiV. RPMI1640^«& (GIBCO&SO 

2. mfrmm<DMm 

Baby Rabbit Complement (CEDARLANEftiS) £10% FBS^DMEMig*l!l (GIBC0& 

3. mmmmomm 

kMff«i»HuH-7 (JCRB No. JCRB0403, t a— I>^i^Jg 
/t>Z7) 0. 2mCi<£> 51 Cr-sodium chromate (Amersham Pharmacia BiotechttjS) 
ttfet, 10% FBS^WDMEM^%^-e37 < C^TlBt^it*-r^>^i:^<i:DSS:fttM 
tlftt^iOf, Sffl^^lO% FBS^^T RPMI1640i8iftfcT3|Ili5fc#l^ «0 
J&igm£2X10 s /mU£fa§SU aiWilfflfl&tUfc. 

4. ADCC^-I4(DS!J^ 

96^7x;VUlSyV'- h (Beckton Dickinson&M) U&iMmii. tiiinj \d% 
>3ta#:(K6534) ^50AtL-TOjtin^, fc±iZTl5ftmfcJfc2l£fr 0 ^<D'&, XT' x. 

©J»»flettOSfcttlOiag/iiLtbfc. Jg*^. 100/iL6D_h» £IhJJKU> #>v;2j 
^7>^— (COBRA II AUTO-GAMMA. MODEL D5005. Packard Instrument Company^ 
St) TifelfiSfl:£«yj£b&. fflMMSMStt (%) tt(A-C)/(B-C)xi00Kl«J:t)*8e> 
fco Att«-K»K:*^*ifcJ»^tt(cpm), BttlX NP-40 (¥#ft$g) fciDAfcim 

(cpm) > ctemm\Bm<D&%^tsun<D$fcmm& (cpm) £^ 

t. HifcfeiduplicatetCTffV^ 3p^«*HCffibfc. 

5. CDC^t4©a»J^ 

96#x;WFJi&:7V- h (Becton Dickinsontt^) {£> ##jjfflji&<i:, tiiif U fc?# 

>3tri#:(K6511) ^50MLT^in^.s *±fcTl5#RIKJfc$1i-&. 
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^M^te^dOl^bfeo IHM#45tt (X) tt, T4. ADCCffittflD«l3tJ 
^IfcttduplicatefcTfrV^ 

#:fctk hMMJ!»HuH-7K*rbT, ADCCfgft. CDC«tt*j*blBjfiJtm£»1W?- 

3 HuH-7IBtt±O^U >5»a*©«3e 
&J5X10 5 ^(DHuH-7iiM£, IOOmLcoFACS/PBS (lg<DT> ^7^^$ > (SIG 
MA&M^lLcD Cell WASH (Beckton Dickinson%k§Sl) tc»#bTW») 
ia^U k'^7>3ia#:(K6511) 3-jfcKt:3>hD— ;i/&#£bTV»>;*IgG2a (Biogen 
esis*LR) &25Mg/mL£&£<£-5fc:Jjn;^ 3K±tCT30^IW»fibfc. FACS/PBSK: 
T^^> 100jtiL<Z>FACS/PBSfc:^b, 4/xL©Goat Anti-Mouse Ig FITC (Becton 
Diekinson&Sg) *iDA, *_hK:T30#fflji£Bb&. 

FACS/PBS^T2IU^^m. lmLOFACS/PBSfcMU 7 n-it-f h — ^ - (EP 
ICS XL. BECKMAN COULTER) fcTttll&flD&ft&gg&iWJtbfc:. 

0 3 £:7n— tf-f hU— ©3te***f o HuH-7«HSJiT?^U k!^>3^ 
HT*0> :0^i«^'J tf*>3ia^*IBfla±^§Rg^bfe^U fcf # > 3 <h 
^LTttHl^iUrSilt^lT^?. (S3) o 

FCM *m>fc«ttlfi/Wt'fc*5l*S GPC3%aj»«f 
t b (Lung, Colon, Rectum, Breast, Prostate, Leukemia, 

Lymphoma, Myeloma, Pancreas, Liver) t?# > 3 (GPC3) <Z)5S3!£ 

fcm ^m^xmmvfto 

mm* 2 BIW«rlt«Tyfe-f Srfrofeo #*HB1&«» Trypsin-EDTA (Cat. No. 
25300-054, Lot 14210, GIBC0) £ Cell dissociation buffer (Cat. No. 
13150-016, Lot 1098554, GIBC0) Tf 10 f&ICMLfc^t^ffl ^THUKbfco 
lHl.JRbfclD16*Si^Ut!*>3K#: (K6534, 600 jx g/ml) 
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mIgG2a (Biogenesis, M-IgG2a-i. Lot EA990719A, 1 mg/ml) tifc-t-CKfo 

(mmwa^mm 10 ug/ai). Yummtfi^vx ig m# 

(Cat. No. 34903K BD PharMingen) h fc±T~fc!fcst£ltfr (2 ^1/ test), mm 

^<D&mkm*7 v*—?— (epics xl, beckman coulter) 

£T®J5tt>7c 0 J£<D%i%z, A549, NCI-H460, NCI-H23. NCI-H226, 
DMS114, EKVX, HOP-62. NCI-H322M Lung) , P30/ 

OHK, BALL-1, THP-K P39/TSU (£*±, Leukemia) , MLMA, Ramos, U-937 
(j!^±> Lymphoma) , SW480, COL0205, LoVo, SW837 (SK±. Colon) , MDA-MB- 
23K SK-BR-3, MDA-MB-468 (£U:, Breast) , LNCaP, 22Rvl (.Sk±, Prostate) , 
MIAPaCa-2 (Pancreas), HepG2 (Liver) iz&UT. G?CZ<DmM&V&WZtltc.o MJi 

?vv*>3i:m<e!<LTMmmM&mm-T2>zzifrt>. mmmmmmm. mzm 
m <o $s m & & m. u 75: ^ ig h 1*1 *c # m m <d m * o m m & <t xsvt n & »s m t? & & 
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3. IHI&{B£Fmtttfffi#tt$tttBIJ&M (ADCC) »te*fctt»#&#teffll!S4& 
* (CDC) JgttT&Ssit^ 2 fciBm<DiifflJ&if m#I0J#J. 

4 . «B^^M^T*^^lff^^ 1-3 <Dte~ftlfr 1 ^KI3«©iM^m«J&Io 

io. iteMfift^ttsit^ 9 !3i©$x*. 

1 l . Mttl:MlTl)Miift*tt§M i o mM<Dm& 0 
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